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METHODS
Cell culture
Human umbilical vein endothelial cells (HUVEC) and human pulmonary microvascular endothelial cells (HPMEC) were purchased from Promocell and cultured in Endothelial Cell growth Medium MV (ECGM MV, Promocell) with the specific ECGM MV-supplement kit (Promocell) at 37 °C and 5 % CO 2 . The primary endothelial cells were used in very early passages only.
Infection experiments and quantification of pneumococcal adherence and internalization into host cells by immunofluorescence staining and microscopy
Bacterial adherence was quantified by counting the amount of bacteria attached to host cells after differential immunofluorescence staining of the pneumococci as previously described 1 . In brief, the eukaryotic cells were seeded on glass cover slips (diameter 12 mm) and cultivated to sub- software. The impact of Eno-PLG interaction on pneumococcal adherence was studied using a serotype 2 S. pneumoniae strain (ATCC11733) and isogenic enolase mutants. Quantification of internalized bacteria was performed by antibiotic protection assay as described in 1 . In brief, to quantify the number of internalized and recovered viable pneumococci, eRNA-pretreated A549 cells were incubated with pneumococci at an MOI of 50 for 3 h followed by one hour incubation with infection medium containing 100 U/ml penicillin and 0.1 mg/ml gentamycin at 37 °C. After six washing steps with the infection medium, the eukaryotic cells were lysed for 10 min at 37 °C with 1 % (w/v) saponine solution in PBS. Thereafter, the cell suspensions were plated in serial dilutions on blood agar plates and after overnight culture at 37 °C and 5.0 % CO 2 the internalized and recovered bacteria were enumbered by counting the cfu. All infection analyses were performed at least three times in triplicates.
Fractionation of pneumococcal cell wall proteins
Fractionation of pneumococcal cell wall proteins was performed as previously described 2 .
Briefly, bacteria were grown to mid-log phase, harvested and washed twice with 0. 
Determination of bacterial growth in infection medium
S. pneumoniae ATCC11733 was grown in THY medium to mid log phase, sedimented by centrifugation and adjusted to 1 x 10 7 bacteria/ml in infection medium (DMEM + 1 % FBS).
Bacteria were cultivated at 37 °C and 5% CO 2 . Growth of the bacteria was determined by photometrical measurement at 600 nm in time intervals of 30 min for up to 4h. Measurement was performed in triplicates using THY or infection medium for blank subtraction. The following incubation set ups were analyzed: THY medium, cell culture infection medium (DMEM + 1% FBS), infection medium with 1 µg/ml eRNA, infection medium with 10 µg/ml eRNA, and infection medium with 10 ng RNase1. The membrane was incubated with biotinylated eRNA and the binding of eRNA to bacteria was evaluated by chemiluminescence.
